An automated immunonephelometnc assay was developed to measure vitamin D-binding protein (DBP) in serum. The assay is described for the Behring Nephelometer System, which uses rabbit anti-DBP antiserum and purified human DBP. The Calibrator was prepared fresh as a 200 mg/L
binding its ligands with high affinity (1) (2) (3) . Less than 1% of vitamin D metabolites circulates in the free state, yet it is this free concentration that is probably of biological relevance (3) (4) (5) (6) Inteiferences.
Agents such as bilirubin, lipid, and vitamin D metabolites
were added to samples of normal serum to determine their effects on measured concentrations of DBP. Hemolysiswas induced in whole-blood samples by cooling to near freezing and was assessed Table 2 .
Working range. Figure 1 depicts the mean of seven calibration curves computed by a log-log transformation rather than the logit-log transformation used by the instrument's computer. No signal could be detected in the absence of sample. The detection limit was defined as the concentrationof the lowest calibrator, 50 mg/L (0.86 mol/L), which had a scatter signal greater than the manufacturer's recommended limit for nonspecific scatter.
The upper limit of the working range was defined as the concentration of the highest calibrator, as that found in serum after freezing and thawing.
Increases of 9% above initial concentrations were observed after storage at both -20 and -80#{176}C for 2-6 weeks (n = 6), and a highly significant (Table 3) . Samples stored at -20 #{176}C could not be read on the analyzer in the absence of SP reagent because of nonspecific interference.
With the inclusion of SP reagent, the mean values of five serum samples measured fresh and after 10 months' storage at -20 #{176}C were not significantly different (Table 3) Wilson, who provided the data from immunoradiometric assay of DBP in serum samples, and TonyBadrick, who provided thedata from Deming regression analysis, is gratefully acknowledged. This work was supported by the National Health and Medical Research Council of Australia.
